Leucotactic polypeptide was isolated from follicular-conditioned incubation media by ultrafiltration and reverse-phase high performance liquid chromatography. The bioactive fraction was subjected to amino acid analysis and shown to be abundant in glycine, proline and hydroxyproline. These amino acid residues are common to repetitive sequences of \ g=a\ collagens. Synthetic collagen-like peptides composed of repeating triplets of glycine, proline and hydroxyproline (GPH \m=x\ 
Introduction
It is becoming increasingly evident that white blood cells attracted from the circulatory system into the ovaries could be involved in the mechanics of follicular atresia, ovulation and luteal regression (Adashi, 1990;  Mori, 1990;  Coulam and Stern, 1991) . However, there are few data concerning the chemical nature of leucocyte chemoattractants derived specifically from ovarian tissues, or whether occupant leucocytes serve an obligatory physiological function.
We previously isolated a low molecular weight substance secreted in vitro by periovulatory ovine follicles that attracts granulocytes and monocytes. Partial purification of this material indicated that it was a polypeptide rich in glycine (Murdoch and McCormick, 1989) . As reported herein, a complete amino acid analysis of the composition of the putative chemoattractant demonstrated that it also contains relatively high amounts of proline and hydroxyproline. Because the main body chain of collagen consists of repeating sequences of glycine-X-Y, where X and Y are often proline or hydroxyproline (Harper, 1980) , and since thecal collagen is degraded during the process of follicular rupture (Woessner et al, 1989) (Roberts et al, 1985 Gibco, Grand Island, NY) , and resuspended at 1 x 10 cells ml-1. Migration of leucocytes toward con¬ ditioned media was assessed using a linear under-agarose assay described in detail by Murdoch and McCormick (1989 Murdoch, 1987) . Finally, the latter study was replicated to include a group of ewes (n = 5) in which a suspension of leucocytes (2 105) was co-injected into the dominant follicle with anti-GPH 3 antibody.
Statistical analysis
Assignments to treatments were made at random. Significance of overall treatment effects was assessed using analysis of variance procedures. Specific means were contrasted with a protected least significant difference test or Student's t test.
Results
Amino acid analysis of the HPLC fraction exhibiting leucocyte chemoattractant activity revealed substantial amounts of glycine and proline. Moderate levels of alanine, espártate, glutamate and hydroxyproline were assayed. Other amino acids detected included arginine, isoleucine, leucine, lysine, methionine, phenylalanine, serine, threonine and valine. The fraction lacked cysteine, histidine and tyrosine (Fig. 1) .
Leucocyte chemoattractant activity directed toward the synthetic collagen-like peptides was concentration dependent and related to size of peptide. Both peptides induced chemotaxis in a linear dose-related fashion. The shorter of the peptides (GPH x 3) was more active than the longer peptide (GPH 9) at each concentration tested (Fig. 2) . Activity elicited by the highest dose of GPH 3 was similar to that of 100 nmol LTB4 I-. Sheep leucocytes were not attracted toward noncollagenous proteins containing an identical (oxytocin), similar (N-formyl peptide, LHRH) or greater (glucagon, albumin) complement of amino acid residues than GPH x 3 (Fig. 3) . Local delivery of either GPH x 3 or bacterial collagenase into the preovulatory follicle stimulated the extravasation of white blood cells (Fig. 4 (Snyderman and Lane, 1989) . Leukotriene B4, but not N-formyl peptide was effective in attracting sheep white cells in vitro. Apparently leucocytes of some species lack N-formyl peptide receptors (Becker, 1983; Murdoch, 1987 (Seow et al, 1988 (Harper, 1980) . The possibility that products of follicular collagenolysis participate in leucocyte chemoattraction was corroborated by the experiment that established thecal infil¬ tration of leucocytes following either intrafollicular adminis¬ tration of collagenase or synthetic collagen-like peptide. Indeed, synthetic collagen-like polypeptides which encompass the repeat¬ ing triplets proline-proline-glycine or proline-hydroxyprolineglycine, and lacking helical structure, have been shown to possess chemoattractant properties toward human leucocytes in vitro (Laskin and Berg, 1986) . Thus, it appears that the arrival of leuco¬ cytes into inflamed tissues, such as the ovulatory follicle (Espey, 1980) (Hellberg et al, 1991) . Neutrophils contain collagenases, elastases and chymotrypsins (Janoff, 1980) . These proteolytic enzymes could conceivably contribute to the final stages of weakening of the follicular wall that precedes ovulation. Granulocytes also produce peroxidases (Gleich and Adolphson, 1986) . Reactive oxygen species, generated in a burst upon cellular activation, can damage (and presumably weaken) inflamed tissue. Other proinflammatory agents secreted by leucocytes include prostaglandins, leukotrienes (Janniger and Racis, 1987) , platelet-activating factor (Braquet et al, 1987) and various cytokines (for example, interleukins, tumour necrosis factors and interferons) (Harrison and Campbell, 1988) . Certainly metabolites of arachidonate have assumed a central role in the mechanism of ovulation (Goetz et al, 1991 
